
Supplementary Experimental Procedures 

 

 

Cell plating for western Blot 

For the experiment described in Supplementary Figure 1A, BV-2 cells were plated at a density of 200,000 

cells per well in a 12-well plate and incubated overnight in 10% FBS. The next day, the medium was 

replaced with normal growth medium containing 10%, 5%, or 0% FBS. Cells were collected 24 hr following 

this medium change. The experiment described in Supplementary Figure 1D was performed the same 

way as that described in Figure 1, except a 5% FBS condition was also included in the experiment. The 

western blots were performed as described in the main body of this paper.  

 

Phosphatidylserine microsphere phagocytosis assay 

BV2 cells were plated on plasma-cleaned, poly-D-lysine-coated glass coverslips at a density of 100,000 

cells per coverslip and incubated overnight in 10% FBS, 5% FBS, or 10% FBS containing 10 μM 

cytochalasin D (an actin polymerization inhibitor). The next day, fluorescent, phosphatidylserine-coated 

microparticles (Echelon, cat no. P-B1PS-2) were added to each well at a density of 5 beads per phagocyte. 

Cells were incubated for 6 hr prior to fixation and immunocytochemistry (ICC). Immunocytochemistry was 

performed per the Glynn and McAllister [1] protocol with minor modifications. Briefly, following fixation in 

4% PFA/4% sucrose solution for 15 min at 4°C, cells were washed with 100 nM glycine (in 1X PBS), 

followed by two more washes in 1X PBS. Cells were permeabilized in 0.25% Triton-X for 5 min (followed 

by 2 PBS washes), blocked in 10% bovine serum albumin (BSA) in 1X PBS, and incubated with primary 

antibodies in 3% BSA for 1 hr at room temperature. Primary antibodies included rabbit anti-Iba1 (Wako 

Biochemicals, cat no. 019-19741, RRID:AB_839504; 1:500) and rat anti-CD68 (Abd Serotec, cat no. 

MCA1957, RRID:AB_322219; 1:500). Cells were washed again three times with 1X PBS and incubated 

with secondary antibodies in 3% BSA for 45 min at room temperature. Cells were washed a final three 

times with 1X PBS, dipped in ddH20 to remove excess salt, and mounted on microscope slides with Prolong 

Diamond anti-fade reagent (ThermoFisher, cat no. P36961).  

 



Grid pseudo-confocal microscopy and image analysis 

Slides were coded throughout imaging and analysis to reduce experimenter bias. We used an Olympus 

BX-51 microscope equipped with Quioptic Optigrid hardware (for optical sectioning) and a Hamamatsu 

ORCA-ER camera. Images were acquired using Volocity 3DM software (PerkinElmer Life and Analytical 

Science). Within each set, light intensity and exposure settings were kept constant. For ICC, three images 

were acquired for each experimental replicate. Three images were acquired at 10X magnification (10 µm 

depth, 1 µm step size) for each experimental replicate. Immunostained objects were identified and 

quantified using custom Volocity workflows. All quantified objects were identified using the “Find Objects” 

function using Volocity 3DM software (PerkinElmer Life and Analytical Science). Engulfed PS beads were 

defined as the colocalization of PS beads with the lysosomal marker CD68; an engulfment index was 

computed as [Engulfment Index = Volume of engulfed beads / Volume of Iba1+ cells].   

 
 
References 
 
1. Glynn, M.W. and McAllister, A.K. (2006) Immunocytochemistry and quantification of protein 
colocalization in cultured neurons. Nat Protoc 1 (3), 1287-96. 
 


